The need to replace petroleum fuels with alternatives from renewable and more environmentally sustainable sources is of growing importance. Biomass-derived biofuels have gained considerable attention in this regard, however first generation biofuels from edible crops like corn ethanol or soybean biodiesel have generally fallen out of favor. There is thus great interest in the development of methods for the production of liquid fuels from domestic and superior non-edible sources. Here we describe a detailed procedure for the production of a purified biodiesel from the marine microalgae Isochrysis. Additionally, a unique suite of lipids known as polyunsaturated long-chain alkenones are isolated in parallel as potentially valuable coproducts to offset the cost of biodiesel production. Multi-kilogram quantities of Isochrysis are purchased from two commercial sources, one as a wet paste (80% water) that is first dried prior to processing, and the other a dry milled powder (95% dry). Lipids are extracted with hexanes in a Soxhlet apparatus to produce an algal oil ("hexane algal oil") containing both traditional fats (i.e., triglycerides, 46-60% w/w) and alkenones (16-25% w/w). Saponification of the triglycerides in the algal oil allows for separation of the resulting free fatty acids (FFAs) from alkenone-containing neutral lipids. FFAs are then converted to biodiesel (i.e., fatty acid methyl esters, FAMEs) by acid-catalyzed esterification while alkenones are isolated and purified from the neutral lipids by crystallization. We demonstrate that biodiesel from both commercial Isochrysis biomasses have similar but not identical FAME profiles, characterized by elevated polyunsaturated fatty acid contents (approximately 40% w/w). Yields of biodiesel were consistently higher when starting from the Isochrysis wet paste (12% w/w vs. 7% w/w), which can be traced to lower amounts of hexane algal oil obtained from the powdered Isochrysis product.
Introduction
There has recently been a great resurgence of interest in biofuels from algae, particularly for the production of liquid fuels such as biodiesel 1 and other biomass-derived oils. 2 Proposed benefits include the avoidance of certain food vs. fuel controversies 3 and reportedly higher productivities and CO 2 mitigation capabilities than traditional agricultural crops. 4 This follows the nearly 20 year United States Department of Energy's Aquatic Species Program (ASP) started in 1978 for the purpose of investigating transportation fuel from algae. As outlined in Sheehan's report, 5 the program ended in 1996 primarily because projected costs were not competitive with crude petroleum at that time ($18.46 per barrel (159 L)). While the cost of petroleum has increased dramatically since then ($87.39 per barrel in 2014) 6 , which is connected to the renaissance in algal biofuel research, some have argued that nonetheless algal biofuels will prove too costly. 7 As one strategy to offset biofuel production costs, the notion of value-added coproducts has emerged among both critics 7, 8 and proponents 9, 10 and features as one of the key reasons for pursuing algal biofuels in the United States Department of Energy (DOE) "National Algal Biofuels Technology Roadmap". 11 Here we describe a method for the coproduction of two separate fuel streams from commercial Isochrysis microalgae. We have focused on Isochrysis in part because it is already produced industrially, harvested for purposes of mariculture, and also because Isochrysis is one of only a few species of algae that in addition to traditional lipids (i.e., fatty acids) biosynthesize a unique class of compounds known as polyunsaturated long-chain alkenones. 12 Alkenone structures are characterized by very long hydrocarbon chains (36-40 carbons), two to four non-methylene interrupted trans-double bonds, and a methyl or ethyl ketone (Figure 1) . Alkenone unsaturation is sensitive to the algae growing temperature, 13, 14 such that the proportion of the diunsaturated C37 methyl alkenone (the so-called "unsaturation index") can be used as a proxy for past sea surface temperatures. 15−20 Alkenones are thought to reside in cytoplasmic lipid bodies and can be more abundant than triglycerides (TAGs). 21, 22 Under nitrogen or phosphorous limitation, up to 10−20% of cell carbon in the stationary phase is accumulated as alkenones. 23, 24 From an evolutionary standpoint, alkenones may have been favored over TAGs because their trans-double bond geometry provides a more stable form of energy storage. We argue that alkenones represent a promising renewable carbon feedstock from a common algae with a history of industrial cultivation. 25 Biodiesel produced directly from the total lipid extract of Isochrysis contains a significant amount (10-15% w/w) of alkenones and contamination by these high-melting compounds results in poor cold flow fuel properties. However, using the saponification/extraction techniques described here, alkenones can be removed and recovered thereby improving the biodiesel quality while producing a secondary product stream. Recently we demonstrated the conversion of alkenones to a liquid fuel by cross-metathesis with 2-butene (butenolysis). 26 The butenolysis reaction employs a commercial ruthenium metathesis-initiator, occurs rapidly at low temperature, and cleanly delivers a predictable mixture of jet fuel range hydrocarbons. This reaction is performed in parallel with biodiesel synthesis from fatty acids, representing the first steps toward a "biorefinery" approach 27 for commercially viable Isochrysis biofuel production.
Representative Results
Prior to processing, the Isochrysis paste (Iso-paste) was first dried. This was conveniently accomplished on larger scale by adding the Iso-paste to a large crystallizing dish and allowing the material to air-dry at room temperature. During drying, some pooled water forms (generally reddish colored) that can be removed by decanting or pipetting to accelerate the drying process. After approximately 48 -96 hr, the now dry Isochrysis could be scraped out of the crystallizing dish and obtained as a black/green flaky material with a seaweed-like smell (Figure 2) . Yields of dry biomass were generally 20% w/w of the paste as advertised. By contrast, the powdered Isochrysis product (Iso-powder) was a yellow-brown, finely milled, dry powder (95% dry) that was used directly without further processing (Figure 2) . Extraction of either the dried Iso-paste or Iso-powder by Soxhlet with hexanes gave, after removal of the hexanes, algal oils (h-AO) that were similar in appearance as dark-green/near-black solids (mp. ~ 50-60 °C). Yields of h-AO when starting from the paste ("Iso-paste-hAO") were typically 20% w/w of the dry Isochrysis biomass, consistent with our previous results, 26 whereas yields of h-AO by Soxhlet extraction of the commercial powdered Isochrysis ("Iso-powder-hAO") were 15% w/w ( Table 1) .
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Iso-paste Iso-powder-1 Iso-powder-2
Dry Biomass 30 20 20 Hexane Notes: Iso-powder-1 and Iso-powder-2 represent results from two samples of powdered Isochrysis that were processed in parallel. For other reports with yields of these products from Iso-paste see references 26, 32, and 33. Acylglycerols in the h-AO were converted to the corresponding water-soluble carboxylate salts (i.e., soaps) upon addition of aqueous KOH in methanol/CH 2 Cl 2 . Neutral lipids including alkenones were then extracted from this aqueous mixture by selective partitioning with hexanes. After removal of the neutral lipids, reacidification of the soaps then produced the corresponding free fatty acids (FFAs) that could be similarly extracted from the aqueous phase with hexanes. The overall mass recoveries for combined FFAs and neutral lipids from either Iso-paste-hAO or Iso-powder-hAO were consistently near quantitative. However, the ratio of products (i.e., neutral lipids + FFAs) was different. From the Iso-paste-hAO we obtained 60% (w/w) FFAs and 40% (w/w) neutral lipids ( Table 1) . Conversely, Iso-powder-hAO proved enriched in neutral lipids (average = 54% neutral lipids + 46% FFAs) as detailed in Table 1 . The remaining material is roughly 50:50 other FAMEs and non-FAME components (Total ~95% FAME). ND = Not detected.
Iso-paste
Table 2. FAME composition of biodiesel produced from commercial Iso-past and Iso-powder Isochrysis biomass.
Neutral lipids were obtained as a greenish solid mixture at 40% w/w from the Iso-paste-hAO and 54% (avg.) from the Iso-powder-hAO ( Table 1) . Filtering the dissolved neutral lipids through silica using DCM gave after removal of the solvent, a reddish/orange solid that could be recrystallized with hexanes to afford analytically pure alkenones as a white solid. This procedure resulted in 16% (w/w) isolated yield of alkenones from Iso-paste-hAO and 25% yield from Iso-powder-hAO ( Table 1 ).
Discussion
Isochrysis is one of only a select number of algal species farmed industrially, harvested as a primary component of shellfish feed, and therefore representative of the scale necessary for biofuel production. The availability of the algae utilized and standard methods employed in this study, make the protocol presented widely accessible to other groups for further investigations. Critical steps include air-drying the algae (as opposed to lyophilizing 33 ), solvent extractions, saponification, and esterification. Through these operations one can examine yields of lipids and other coproducts from the various Isochrysis available 30 . It is anticipated that these may differ as a result of differing strains and cultivation methods, 31 and may also be impacted by the nature of the product and any additional processing (e.g., drying or freezing) utilized by the supplier. As we demonstrate here, the protocol developed can be successfully applied to different types of Isochrysis products, ranging from a wet paste to a dry milled powder. Yields of biodiesel were however lower from the powdered biomass (7% w/w dry biomass vs. 12% w/w from the dried paste), which corresponds with lower amounts of algal oil (h-AO) extracted. This may suggest that an alternative extraction protocol 32 other than a Soxhlet apparatus may be better suited for dry powdered Isochrysis products. The Isochrysis powder used in this study is advertised as containing 23-25% lipids, which similar to what we have experimentally obtained from dried Isochrysis paste. 33, 34, 26 Despite the different colors of the starting dry biomass, the Iso-paste-hAO and Iso-powder-hAO were essentially indistinguishable, both dark green/near black solids with melting points of approximately 50 °C. Interestingly, the ratio of FFAs to neutral lipids within the two hexane extracts was different. After saponification and separation of the neutral lipids, we obtained 60% (w/w) FFAs and 40% (w/w) neutral lipids from the Isopaste-hAO. The Iso-powder-hAO produced on average 46% (w/w) FFAs and 54% (w/w) neutral lipids. The results suggest that either the starting powdered biomass may contain higher amounts of neutral lipids relative to FA derivatives than the Isochrysis paste, or that Soxhlet extraction of powdered Isochrysis is somewhat selective for neutral lipids.
Not only were the yields of products obtained from the two commercial Isochrysis biomasses different, but also the fatty acid profiles of the resulting biodiesel. This is important, as the fuel properties of a biodiesel are directly dependent on the nature and contents of individual FAMEs. 35 To be commercialized, all biodiesel must conform to the standards described in the documents ASTM D6751 or EN 14214 in the U.S or Europe respectively. Specifications include ranges for lubricity and kinematic viscosity, and minimum values for cetane number and oxidative stability. Other important recommendations are related to cold flow properties in the form of a cloud point (CP) or cold filter plugging point (CFPP). We have previously reported results from the comprehensive fuel testing of biodiesel prepared from Iso-paste. 36 Since the FAME profile of biodiesel produced from the Iso-powder in this study is similar to those previously tested, we can predict certain fuel properties to be similar for both biodiesel fuels. For instance, polyunsaturated fatty acids (PuFAMEs, more than two double bonds) account for approximately slight differences in the FAME profiles of the two biodiesel fuels. Biodiesel produced from the powdered Isochrysis contained higher amounts of 14:0 (19.4 mg/g vs. 16 .4 mg/g), 18:3 (13.5 mg/g vs. 8.5 mg/g), and 22:6 (11.0 mg/g vs. 6.9 mg/g) FAMEs, yet lower amounts of 18:4 (10.4 mg/ g vs. 19 .8 mg/g). The extent of the impact of these differences on the various fuel properties contained in the ASTM standards remains to be investigated.
The initial biodiesel obtained from both commercial Isochrysis algae were similarly dark green in color which can be explained by the presence of chlorophylls. 36 Chlorophyll and its derivatives have been reported to have a negative effect on the stability of vegetable oils and their corresponding biodiesel fuels. 36, 29 Based on the method of Issariyakul and Dalai for decolorizing greenseed canola oil in connection with biodiesel production, 29 stirring our green biodiesel over 10% (w/w) MK10 at 60 °C for 1 hr resulted in a dramatic reduction in pigment content by visual inspection (ref. Figure 2) . Mass recoveries from the decolorization process were on average 90%.
Yields of purified alkenones from Iso-paste-hAO and Iso-powder-hAO neutral lipids were comparable at 40% and 46% w/w respectively ( Table  1) . Since neutral lipids represent a higher proportion of material contained in the Iso-powder-hAO (54% w/w vs. 40% w/w), alkenone yield from the Iso-powder-hAO exceeds the Iso-paste-hAO alkenone yield by approximately 10% (25% w/w vs. 16% w/w). However, considering that yields of the Iso-powder-hAO itself were lower than Iso-paste-hAO (15% vs. 20% w/w), overall yields of alkenones from both dry Isochrysis biomasses are more similar (0.2 x 0.4 x 0.4 = 3.2% w/w from dried Isochrysis paste and 0.15 x 0.54 x 0.46 = 3.7% from Isochrysis powder).
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